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- jc, ajR&a-F-rs cDNA^DNA®T^r * n - > ft b T ^ * - * 

ic, *©j^«iT?ffm^*w*^o*-*-*ft^^«*^- s6,lc * 

[0 0 2 2] 
[0 0 2 3] 

. e«ft»9i-r««wo*«Wft^ *it*n** 

«©v>f nft*ffl^*i^*^**^ a^jfcftiE*K:«lPT?a*r4:^6»^ * 

6 mUE^P 2003-303380 




200 2-099323 



[0 0 2 4] 

[0 0 2 5] 
[0 0 2 6] 

[0 0 2 7] 
[0 0 2 8] 

*3 IMJ©* * U v ^tttt, tWB« 2 amain? * ^©#«ftK:^n 



ffittE4# 2003-303380 



# 



2002—099323 



[0 0 2 9] 

3 *W©* * U - -2/ ***** » 

:/n-:f ftJ9v>Tfr;%.5o 

[0 0 3 0] 

3,3' ,5,5* -* 1*9** 
*bT», (FITC) ^fh9^^-^^ 

«t**eiwfa>«3*aiaftft*« , *"*- k * 8 ' e **" 

[0 0 3 1 ] 

k:****^<&*«**»**- *«fcbT«iftfflv^«MrKtt, »*fWB 
£Wtt*ft«v***MHc:tt, iWftHtt^^+ft^lrtlft^-b^^*^ 7 

8 ffifE# 2003-303380 



0 0 2 — 0 9 9 3 2 3 



*fc«»*aK©»#fc* «»W^n-^«^, *««WKK:J:oT»* 
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W*S**»fc^B*tn**£*tt* ("Molecular Cloning. A laborato 

ry manual", Cold Spring Harbor Laboratory, 1989) Kl^ofco ^^#^^3* 

PEGFP-Nl, pEYFP-Nl, P DsRed2-Nl (VM**l%Clontech*±) ©*n**l*&«W 
Ltcmftm&n (EGFP, EYFP, DsRed2) ©cDNAft«*EcoRI-NotIllitf fcpIAl (Ka 
to et al., Gene 150:243-250, 1994) ©EcoRI-NotlfcttAU «3fe*aK»* 
* -pKAl-EGFP-Nl, pRAl-EYFP-Nlfc it?pKAl-DsRed2-Nl$:^iSbfe 0 

■n b yya*u>ci«a* (gpcl) ft= i-K-r*cDiift*i-*pwi06a4 (to 
oo/oosoe****:**) *«awcbT, Trwr-z* »jhn KxoTawcs. 

i:s-i-*»*b*:«u i &f H(i)T^igbfcm^a^'<^^--p RA1 - EGFp - N1 

, P KAl-EYFP-Nlfej:t?pKAl-DsRed2-Nl©^n^*ia)EcoRI-SmaI|gigf|J&lC#A 
U ^>fb^ma^^^^^-pKAl-GPCL-EGFP, pKAl-GPGL-EYFPfc <fe tFpK 
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Al-GPCL-DsRed2*<«bfc. ^ * ftGPCL-EGFP, GPCL-EYFPfi «fc t?GPCL-DsRed 

feb^WF'jmFnWV^^^^-* (MHIBDH) 
fc 3 -K**dWAM**pHP00698 (»M2001-037482^^«K:««) fc^MlC 

«V^TPCB«fc«*bfe. S©PCR*»*Eco8IfcB«aiTf»ftbfc«, «*« 
* * -pEGFP-HU pEYFP-Nlfc «fc P DsRed2-Nl©EcoRI -BaHlWMMfcKl 
#Ab U3>K'J T^ft^******** * — pMHI BDH-EGFP* pMHIBDH- 
EYFP^tf P MHIBDH-DsRed2%#SSbfe 0 gft^Q@MHIBDH-EGFP, MHIBDH-EYFP33 
J:t)?MHIBDH-DsRed2<Z)^^;©5:EI2 (b) \Z^~? a 

KhT^(Wl««eWWa« (AGoABPL) fta- K«cl«ift*f ftPBW 
1124 (4»W2001-8!»781#4MIK:W«) fcWCbt, T7**-f^-** 
F^©T*CIP«il«tt*^bfc^>f^-«:«v^TPCBK«lt«»bfc- 

P KA1-EGFP-N1> P KAl-EYFP-NlfeJ:t?pKAl-DsRed2-Nl©EcoRI-KpnI^^aSffiK:# 
AU mM^^m^^S^^^^^-P KA1 - ACoABPL - EGFP ^ PKAl-ACoABPL-EYFP 
feJ :t?pKAl-ACoABPL-DsRed2«:^bfc B f^Iia«ACoABPL-EGFP. ACoABPL-EYF 

Pfe s fct>*ACoABPL-DsRed2(Dm^:®?:SI 2 ( c ) 

fcMTHWttWA^y*-* (ARH) *3-K^cDNA*^*PHP02644 (« 
H2001-218584#4**IC«IR) tlHCtt, Tff9^-^ *lb3 K>©T 

* K «fWftft4Wbfc^-fv-.ft«v.TPCW»ftWibfc. raw*** 

EcoRI*S.aIT**Hbbfc^ |«B(l)1ffl«bfc«3WaK«W<f *- P KAl-EGF 
P-Nl P KAl-EYFP-Nli3J:^pRAl-DsRed2-Nl©EcoRI-SmaI^^amiC#Ab> « 

^fttxsem»^ * - p kai-arh-egfp. pkai-arh-eyfps *1*>KA1-A 

RH-DsRed2*^Sbfc 0 «M * StARH-EGFP, ARH-EYFPfc J:tf ABB-Drtrf2©«* 
HIS:® 2 (d) 
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(l)#«IHJKl 

Hb7^^O*^3-T***Hr-1080tt, 10»9J/»jBJfc* (FBS) SrHrfr* 

©HT-1080«ttfe6 9x^^^-f JCffi ^ 5%C0 2 #*T 

, mJT?22«M**bfe. ***** » >BU»*«(PBS)T?*»*lf 

£ kJClO^FBSfc^frDMEM 1.5 ml SrS^tlb fe- 
te) #WB&>\tf>$&3l ^ *-<DmA 

•«fc«l(l)-C5)T?fW^fc5WlCDjWl^*- (PKA1-GPCL-EGFP. pMHIBDH 

-EGFP, pMHIBDH-DsRed2, pKAl-ACoABPL-DsRed2, pKAl-ARH-EYFP) 

Kti^l (1.5 *g*B3#) fc*Ufit*DMHHOOnHC*iBbfea)^ h****** 

S/a^tttKPolyFect™ (*T*>tt> W#« 1 *»*b 1 0 ^«K»T?>f 

- ht«iHK:J:oTI«i#»W«^. tMB(l)©«l«WrT-1080tPBSTf 

-MI«»U 10%FBS&lir*rt>MEM 1.5 ml&«lbfc. *IC||*bfcDNA***lC10 

%FBSfe^tfDMHI 600/1 lfc»Jnbfc%©fe. 5% C0 2 ##T, 3 

71CTf22BMBI««bfc- 

EDTA**1 .lfc87X5T?5^WMa*T«Mt«*feiWbfe. 10% FBS&Hr*fDM 

em 2 .itWubttitBRbfeoti, r*i6B«o»#«aft«WWI»*» 
xio B *l*/.iK:a i *J:^lcli»b. Hr-KfM^bfc- MiWWWl ml 
ft 39-*:/I***ir-*9>fK (7T*3>tt) ICfMl, « OOjartET, 37 
TJ«6^32*W**bfc. «*«:PBST?l»bfc«, 4^5*^r^tF 
■fir*PBST?*ai5^IBiH)eb, #MH^V^A&fP»bfe. 
[0 0 3 3] 

SOaeKf^Aft*ilA«**i« (Bio-Rad*±MRC1024ES) iMURU * 

Z.<Dft<DM&<0®&te* ^Il,300^/mm 2 T^ofc D 
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MM® 2 CD S * V (2) * U • **« I (« L fcpKAl-EGFP 

-Nlfc<fctfpKAl (tflB***-) ft**l<*l»AbfeHT-1080««ltfWHbfc. * 

fcflsggbfc. 

,dg«3T?fNRbfc«»y^B*PBSTf«»bfc«, 0.1% Triton X-100T?* 
«bfc. dWClOjt Block Ace (^H*mt) *T?«6FP«*20 #» 1 tV&MR 
PBSfciM*, 10% Block Aceitnfn-if^^lt*-***^ 40 ^"^** 

[0 0 3 4] 

«Jl©IS***&> **** ^*©^D-y <«*) 
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^©^^/^^^©^•^ifbVN^OilJSStC^Oo 
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^©mM©*lBlcl8v^fc■l«EaK«)«att»bfcB^f**. gpcl-xfp (a 

) , MHIBDH-XFP (b) , ACoABPL-XFP (c) , ARH-XFP (d) ft**-*****. 33 
Tf! XFPtt, EGFP. EYFP. DsRed2<D V^tl^*^. *fe, H*. TMDttKR31 F 

•en-en***. 

CB3] 

5«*©ll*9mK (GPCL-EGFP, MHIBDH-EGFP, MHIBDH-DsRed2, ACoABPL-DsRe 
d2, ARH-EYFP) fcJ|*i-*||fl**6fe**eK^V^tWKbfc*«U»«««* 
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